Using FLAG Epitope-Tagged Proteins for Coimmunoprecipitation of Interacting Proteins.
INTRODUCTIONThis protocol describes the use of FLAG-epitope-tagged proteins for both small-scale analysis and large-scale coimmunoprecipitation of interacting proteins. When examining protein interactions, it is sometimes possible to immunoprecipitate an endogenous protein X directly, without using an epitope tag, if antibodies are available. The advantage of examining interactions of endogenously expressed proteins is that these are more likely to be physiological and less likely to be an artifact of overexpression. However, when scaling up the procedure for protein isolation and identification, epitope-tagged overexpressed protein X (e.g., FLAG-protein X) may be necessary for sufficient coimmunoprecipitating protein to be isolated.